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(57) Abstract 



a u*^2^^££m~ ^^? Cr L 0nt ? n,n ? a h ! e P atoc y te S 10 ^* factor (HGF) as the active ingredient, and 
rf^SSrf °;5!^f c t^? 131 ° erv £ dlsolder ^ administering HGF. which has the effect of maintaining theiurvival 
renS^,^^nr ™,S5 f ^"generation and repair of damaged brain and nerves. Therefore thTmvwSon 
^^^TSi^^^L ,aefv i^ preventing or treating various cranial nerve disorders such as demand 
senile dementia of Alzheimer type, cerebral stroke and cerebral infraction. ^ 
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w m m 

5 &m&® 

K&WlZmnmmmfemmzMTZo «fc UPiiffl{CttHGF(Hepatocyte 

Growth Factor, sfmf^mmm^) t t zmwmmmmmmtz 

^10 %%&ffi 

HGFit *&wm v hskm vfrb&mBm's.mmz in 

vitro 7*mM-&-&2>W?-t Itlt^lfc^ >;^Mt?&£(Biochem. Bi 
ophys. Res. Commun., 122, 1450, 1984) B #38 M £ &3 «d £ , HGF 
hJfl/h&J; Umji-r-5z:iitCfi£?!)U(Proc. Natl. Acad. Sci, 83, 
15 6489, 1986, FEBS Letter, 22, 311, 1987), ^ J WlMFIZ— 

hE&3fc<Z>HGF c DNA-J7 U- — y>f*fi\ t K Zltf)cD.NA$: 

mmmm k *im * t b mnmmmm m =t * $ > * v « t u r # s> 3 1 

?dl/fc(t:hHGF : Nature, 342, 440, 1989 ; =7 v h H G F : Proc. Nat 
^20 l - Acad - Sci > S7» 3200 * 1890). 

^ HGF0^ittSDS-^'J7^ U;i/T$ K^«ft*iT*8 2-8 

5 kDT^S. hHGF#^&4 6.37^ ;»«S*?>45oJl4: 2 

3 37?;miA^5:5/)i)!iUfi0i?XJl/7^ Kfc^c <fc uaiffiLfc 

25 ^»tt^#«t-rs. hHGFfc£fc£l3:RD£3««:&*rU 4 6 37 
0B^hi&3 7%<D* : £D^-£;£-f.5 o 7>yhHGFi:thHGF£iD7 
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Mmwm&zftmt&izmmzit zm? t uxsgjistifeHGFtt, 
mmotemMte E^<Dmm izmmttMs. o x ^ s. 

9 2 4 6 #tCfc^XWU HGF^W«)ja^:Mffl < if^flacDti5i$:iSit-r^ Z. 

t*v. &m&nimmti,z<DmmMft*, $fcB*^i¥2-4 i 9 i 
#>mi&ja*iSttfe#3*i^ «fc yn^ic® utvn^o 

ISMfctt* B#4tW¥6 - 2 5 0 1 0-5§-{Cfc^T, H G FOtl hffftf > 
&5fcH e p G2»$ t U I M 9 Xfi»Jfc4T 

mmftMfe&zmm uxtiWE «mxfc&;i t 

JW«i&Jft#©jfii*HGF u<*;i/tt«JKAK: fcttS^-ft <fc y %)3S^tcSv>z: 
i: £ %)B£ti IT (Yanagita et al., Biochem. Biophys. Res. Commun. , 
182 , 802-809, 1992). 
±&<DH G F CD W IZM I; gj£tf>W3Sfr£> , c-metSHI 
fef^HGF^ft^ - KUXV^Z. iitffltj^C&ofcCBottaro et 
al., Science 251, 802-804, 1991; Naldini et al., Oncogene 6, 501-5 
04, 1991). 

HGF©gi B n BtlT«^tt^#X.^±T^^t:IS4^tt, HGF 
tfGlJB, ?tet>*>mmMlZA-DfeMlfo<Dfr*igMfeMl;. GOM. "Tft 

&ja«i<j!)issiS4t±<aii'r-5)*^ ^^^stfxv^^^ia^{cMux«^< 
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it & mm u tc y m m &mm & m z -t z. t # & n t *> ft & 0 

lu 15© «fc e> C H G F ^ffP««ae ttt* & < £ < ±£$830*151 £ {£ £ U , 
£ # > *H BS <D if ft JJU #J m £ % -T £ d £: „ 1*3 « H G F ft ffi 

5 *§^tef£c«i^To.5£fctf^&£ft.5o HGFM^$Ba«±^j!fflBai# 

T*tt&<, ffFE&T*tt:Kup f f e rfflfe^gffi&jMfrt&lillKt fit'tt 
^10 ZktfW*>friZZtlT^Z> e 

>\?tv ymmiz «t or %h g f i>m&ztiT ^ & km 
15 Kwa^w*%swfcfc#K:HGF#iBitti«<3!>iif«tc*^-r 

tfteiiSft*^ ; M«#&3tWfcftflc^tt, 88l*3C felt £ H G F mR 
NAJtfc-me t m R N A (D^timmizm^t ■£> Z. k £ jlffi Ufc, 

xftwit, *2&scdh g f RTf&mizmvTmmm$>izn®itti2>i§.ti; 
25 z^+zzkfttD&2>mftmmmnimMT*&2>. 

fflHGF©fffl ; lilCHG F &tf &H(CJC& £ T3K3#tttCff ft * 
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®<Dmwmm®.<D£&v&MM & mm? -sfc^co h g f <o^.m t»%> s . 

hCDflgF*3iC*5lt-5H G F mRNA^tfc-met mRNAl//<MB 

0 2ii, .7ijD-7/^i/A7;i/ft Ky;bt»r*m^^ciiiLfcRN a© 

mRNA itfc-me t mRNA^M^t. 
®3tt, HGFXtflllflDUftH^PCl 2«l|&0)j*SK:;ftt£"ri&»S 

AttHGFCDPCl 2 *|lll&<Z)J$ft£ S^it?^ 
&5%U* BliHGF, EGF, N G F M Z 0>Jfi£"£® P C 1 2 ffljg 

0 4tt, HGFtf PC 1 2Mfla<D^#(CS.(J-r(Sii3a^: : S:^-rillT*$>^o 
i5tt HGF, EGFeU<ttNGF©««TXti*#«ET^««U 
fcPCl 2jWfi©m«#tt«i«flsS^-r«tt*«T?fe&. 

19 6 (2, N G F ©^TXtt^STT-^i Lfc P C 1 2aniftCft-rs 
I -HGF(9^SlSfc<A^£^iriIll?&.5. g|fp> Att, NGF(?)# 
(•) , Xli5 Ong/mlCDNGF (5$4Tt* (O) Ti§«U 
fcPC 1 2#ffiB&tC*f-r&'" I-HGF0##tt*g-&<0«afD*i»fcj3*U ; B 
"'I-HGF0PC1 2*fflfl&'\tf>££-&<7)Scatchard v Y Sr^T. 
®7tt, «H#giffll!&<7)^1ll*^-rSB«fl£^K-efe*;» HGF&JB^fc 
&ftlg*«J!S#«i&ll!&<0dfc#0>i£S ^^t. 

H 8 it, 7A'D-^/*M7;i/fk K>f;i/* IfcRNAffl 
yif>^n^/ h05?XT*feU» IH^JfalUft^^lBrtWHGF mRNAI 
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HG FO^iS^&i: UTtt> tiO^gi^^ntfcU, 7^, 

tyvrj:Z(Dm®,wi®(D&m. mm. mm. •wm. m. mm. 
^ io mm® (mm±m. mmmMftZ) *e.di««i/tHG 

gib, 3<O^KlKl(I^C)«fit±»^e> B»fc-r*«ftJftiLHGF 
i:^T*#-5(«IA.«, Nature, 342, 440, 1989, H#4#§§¥5-1 1 1 3 
15 8 3f ^i, Biochem. Biophys. Res. Commun., 163, 967, 1989& 

«fc y ft#Wtct4, HGF^±MI*^itti«ItS^i:l/Ttt, #J 
*7A^07f^77^, H P LC#Oii^0)SaSfgM8UCTfj!SS!-r 

7.$ (cho) mm., v^^ci 27 -ti-^co s*HB&&if z 
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mtbXit. B*1l§i¥4- 1 3 0 0 9 lfM, PCTiriitfW 

090/10651 ^'jkmtjtzizmmovontfm-f *btu z-tub^ipj 

tiJPrttCfettSHGF mRNAStfc-me t/HGF ^MmR N A 

oftvutfimmizm*.? & z. t ww & t & o fc„ 

J: »JfMBCB\ HGF mRNAXtfc-me t mRNAtt, fl&£&$5, 
HGF mRNAStfc-met mRNACMf It f&ft^ V h CD$5tf>± 
V> l/^Jl/0>3g3!tf JL*b*l£:. HGF mRNAai/c-met mRNAO 
t*l C V * X lb © SO & o X V * 5 £ t £ ^ % -T £ =ty 0 1? & h » 

&&tfmtifztix^z>i$. wmmm* << ■/e&jwifitf hg Fjcj&g-r**^ 

^tt*^iT*fe^> e 5* h«F? nAteJSfflfl&ffiPC 1 W&m&M<D 
*B«n?fc*K 7 KU-^-U >fP«ttOttK*»^ (Greene et al., Proc. Na 
tl. Acad. Sci, 73, 2424-2428, 1976). PCI 2ffilfett« ^^biZWB^ 

SB^ (FGF) Xtt-f 6 (IL-6)©#ftT"e«f*"tS t. - 

T <E> (Togari et al., Biochem. Biophys. Res. Commun. , 114 , 1189-11 
93, 1983) 0 HGFti, PCI 2 D N A-£j&£{£iif 5 Z. £ itftfr 

ofc^, pc i 2m^(D^m^mmv. %<Di&&£.&ZM&-?z>z.ttf 
mbfrt.ft^tz. tot, hg Ftt, mM£%u&m®TtisX &v tpc 
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jfcifc (Greene et al. Proc. Natl. Acad. Sci, 73, 2424-2428, 1976) 
£S£ ft£ijgl!li: IrJEUC, NGFiiPC 1 2J&BISCDDN A&f&RTfmMZ 

fB.±-*z>-j>mM<Dftit*mmi,fro ngf&, mMmmm* t-opc i 

5 2 mfa<Dttm*V}5±'t Z>Z\£tfta*>tlZ^Z (Greene, L., J. Cell Bio 
1., 78, 747-755, 1978) 0>T% N G F b tc $i?$.m<D P C 1 2 

0£.1f*mn-tZ e NGFtlilftU, HGFiiPCl 2iia0DNA^ 

M<D£.&*m&?zmw&mt)iz £z>*>c>£%z.*>tiz> 0 ^ot, hgf 
mi*ft^zEGF(Dm^®mzmM?££mz.ioti2> e u^u, h gf 

oj&ft t * mm-* z> *> <d t t>n z> „ 
15 pc i 2^Ba(c*5v^r, mmfa&n g f («nifc v 1 8 

5^mi?Kd{i4 0pMT?fe«>) "TS^ii, PC 1 2 8H&#HG Fffl$ 

«7>stL*3fcfti8e>^tc^"r%©^&*. NGFciypci 2 

IBAfcdMtfHrrsfc, HGF^«=Wfl<S'>lfeo ^consfc&i 
^ 2Q m^?>, HGFttdftUfcj|IftC»-r6J:ytj:*^OPC 1 2j«JftlC» 
UT£*#W&flUB&&I3:i-£fctf%;t*>*l*. PCI 2aife(:feW^J5l 
ftH-J-S^ttOdMbCfl^W^tt, EGF^-fS^d J: 

(Huff et al., Biochem. Biophys. Res. Commun. , 89, 178-180, 
1979&if). _hlB^«bPCl 2«BBS*^aW^e>^bUfc««8tC«-fb-ri 

L fc *ffl * # 4 b <D m fl& CO jfc ft B -?• tc M -T £ C H A £ C ^ i: 
%A.e>ft5. tp*S*m^;SlSS&E&5fctf)T 9 8 G, GOT ORtfS C C H- 2 
6mM*>X, iim?ai4HGFg^ft:£3gJaUT^£. HGFIi, CL^kCD 
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£f c . in vivo-e ©weans (^rL-n>) $#*r <D&n*un 1/ TV>5 

fc#^e>*l4«« = 3.-n>©t0ft«f«*K:feV^THGF^^%ig*L 
feZlfctt. ±<*rfcfc*DJi.-efc*. i©H»36*tt» HGFfc-D> 

5> e I*l^I#W5itfcbX, HGF mRNAltfc-met/HGF 
g^mRNA(0Sf©MMft:7>y h ©IB |*3 ©{ft JlUP* *©«£«*£ 

iu^©J:e>tCx HGFWu #«©«*« &#*&«©#£©£© 

a-u>&tm©aj&©^Mmc«fc&^M£R#itu. flas.t;#e©#m 

HGF0[)^-r^J|#^©^^^1± (alfetiMiSii, *fflB&5IS)©/i:iS&tf 

^tSftSH^fc LT©HGF©g&«, HGF#H&tf#a©ttl*R#, 
^t'%^^T/^^m^14©*i^^^^"C^^^fi^^^W $: * fcL ' rv ^ 

a±©<fce>tc. HGFttlH»a&I&©£#*iS&3tt£fl5JI&*rU * 
fclB3Z.ti#^©m^ : &^t-tfc*#:T*ttligX«l*^^felt^HGF m R N 

AJtfc-me t/HG Fgtft m R N A ©3S9l#WV£ Ht**? 3> - £ 

#»E©H#aK*te*ffltt#«3H*£&» BB5 2 £4 1 * §Si«m, 

*>*m*HB&©W«, i«|fe(cj:«>#ilS«ll6©»#. tta*llft©aMfc» U 

■ctjs-efcs. :it% #a*tt*Afctt, »a»ifc#fM8xtt«ttfc« 

tzE) ZtVoZtf, -«ttCtt#»##T*fc*HGF©*Xtt**li:« 



WO 95/07709 



9 



PCT/JP94/01533 



%m&ttMi*%miz£vmm*z>z£tfz*£ y mxa. hgf zm®%m 
m mx.it. mm*, mmm. ±m±u&^) izmM^t~'&. 7jjv$- 

^IJ^HGFMfcbtlt SiStO. 0002-0. 2 (W/V«) 

Um. L< «o.ooi~o.i(w/vX);gg(cf3g3ft6. SoaiiiU 

rw\ flixj*. gau isi, mnm. mm. ^xitm^^±^m. win, 

il ffi & & & if tc J£ IS T & H £E -t •& - £ £ . 

x**h^>, =.ruy>fV >b*x£>o 3«btc, #fgejcD 

8l;tW\ a-»»J<Z>?B»K:UTIRrtu il, UK. SLT. 
yitHSStlStf, M^HGFhUTO.Olmg— 100mg-efey, ItlS 1 

£6. ^oT« #5g93K <fc*ltf, #a(7)]lia#&RS&& (WAtf, 5^*. 
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mmm 

** » & tf * J£ tt T IB <73 y T* ft s . 

(l)*m 

IUfcfci£t|0>Wistar3R9y t*&ttJ8 Ufc. >W Jtf > K-N, [a-"P]dC 
TP, Na [""I] R tfMegaprime DNA^fBfe^^^A&AmershamttlK&ffi l^fc. 
Biodyne-B«Pall*fc(EastHills, N. Y.)fr*>* 7>^A^7^f7- DNA^ 

KitfOligotex dT30(i««4&)tt^fiJStt(Kyoto)at;Rochett(Toky 
o)^«D*tl-£tlJ£Abfcfc£>£&JBbfc. 

thiMHGFtl thSMHGF cDNA^7>A7in 
UfcCHOjfflHS©^§l±ffffr£*tMUMNakamura et al., Nature 342, 
440-443, 1989; Seki et al., Biochem. Biophys. Res. Commun. 172 , 32 
1-327, 1990). T»>^©«T»*6»»Ufc 2. 5 SWBA&H? (NG 
F)t£„ Biomedical Technology£fc(Stoughton, MA) fr^ ^ A 1/ „ hffi 

&#±;£3Bi&j&:R@^-(EGFm, T-xssmt± (#ft, 0*) fr£>&& 

(3) 7 if >(Northern)y\^ #V if - S/a > 

j - JV -tU U*JU2±miZ & yWSSLfc. iRNAI, 1.0%7^*D- 
^/*;i/A7^f!i h 4* 8s KI J: y #8§U, Biodyne-B D> 

7>v K0HGF c DNAC7^EcoR17^^^ > h (1.4 kb) (a-f©|4 
U >-7;i/(kringle)iRigu ± /9 - 3 ' - S n - K 

-fbf 3RBC-1?P- y) , # U ^9--g-^-x->KJ«:(PCR)t J: • 
iSlfe^y h©c-met c D N A (0. 8 kb) Xtt5vhC^-^ 
7;i/f k h 3 - ^X7i - hft Kd^f't — If (GAPDH) cDNAt 5 
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>?A^7>f7-DNAll^y hXttMegaprime DNAM^fA§: 
ffl^T [a-*'P] dCTPC «k »JMMbU ^n-^HTI^fe. 

A>f ^U^>f-k*-2/3>tt, 5 0(w/v)%^bA7U\ 5 x NaCl/ 
Pi/EDTA (0.18M NaCl, 1 OmM NaH.PO., pH 7.7, 1 mM Na.EDTA) % 
2 x Denhardt' s, 1.0 % SDS, 0.3%^"h'J^A H-=yVu4)\/V 

- K 100/i g/m 1 t-t>ifDN Afr «b & Si^* 
fcfc^T 4 2TCCD«fe{$-e 2 4 Bf fiQCfrfcoTfTofc. :7^;i/*-li, 0. 
2X NaCl/Pi/ EDTA-0. 1% SDS«&ffi^6 5lCT*8^n^^, #UCiiJg*>7 

(4)HB&igil 

pci2'5yhff^n^tt»Bi, t 9 8 g \l hw&B&mmm.. GO 

TOWSCCH-2 6 t h#J1^8Bflajl0£-i!fflB&tt:, H*««F^Bf*E« 
y<> # (Japanese Cancer Research Resources Bank) i~> L-fco PC 
1 2|HBSttl 2 (FCS)£gsijnUfcRPMI 1640m* t PT^« Ufc„ 

^>i7UK (8.9mg/l L-T^->> 15.0 
mg/1 L-T^^9=5r>, 13.3mg/l L-7;w^dr>&, 14. 
7mg/l h-^fJU^^ym. 1 1.5mg/l L-^nU>, 10.5m 
g/1 L-t'J>> S^7.5mg/1 >7*l>^>)* l.lmg/ml tf 
M-hifctfl 0% FCSSr»*nUfcEagle<3D*^«f«i(MEM)efi-e**Ufe. 
GOTO SiBSWU RPMI 1640£:MEMJtifetf) (1:1) ®S^*«!(1 0% FC 
S&»jn)*-eJS*Ufc. SCCH-2 6.iia(il 0% FCS£8s2jOUfcESig 

(5)HGFCDSfcltttn- K 9"UWt 

k h HGF&^n7§>-TSicj;*j Sett tt 3-'K5 'OWb U . 
ttl*tt3- K-^^WtSfe^fMBtt, £itK(Higuchi & Nakamura, Biochem. 
Biophys. Res. Coramun. 176, 599-607, 1991) iZ ffifc £ tlfc £: U fe £ » 
^©^jfe^fflmtCE^i-tlt^. 1 . 5MIif,h U «7 A*gfjMpH 7.0 (1 
0/il), 0. 5 /a g HGF (17M) 0. 5mCi Na[ ,I5 I] (14Ci/ 

mg l, ims 30) i/'jD>Mlt^frtt-l^l, 9;(:5/iiro^ 
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U 7*y-Tmm (1 00/ig/ml) 5:3 O^P^PSTM fflAS'tC 
^JH^I^tL R&tt, 2OM05OmM N-yi^b-L- 
^n^>> (Sigmatt) , 2 0 0 m 1 <D 6 0 mM^-fb * 'J M 2 0 0 (i 1 CD 
Sf£i§& (lMg^*, 1.2g/ml) feline* CfcJC J: yffJhLfc. 
"•1-HGFtt 4mMHCK 7 5mM NaCl^O'l mg/m 1 V S/Jfo. 
jf 7 ;^5> (BSA, Sigmatt) IC <fc »J U "fe 7 r 7 s V 2 *G-25 * 

(Pharmacia*!:) & ffl V D7 h * 9 "7 -f - IC J; U #11 b fc. 

3<Z)J:e)tcUTllSSbfe ,, • I -HGF©*«tttt70-160 mCi/mgSfiS'e 

(6)*" I -HGF^T^t^ 

12, T98G, GOTOfttfSCCH- 2 6*Bl&fe««>-C$SP#IHJ(BMJ 
&«Lfcttlft*(Assisttt)'PTS £-«tf)«SC7y 1 * I -HGF^tf^ 

(2-xf;VA^fi/Jl/) -7* U~ b<E>m-£$£ (3:2) £ & £ 
jj-^ ;b/7 yj/g >_ttc*-H\ 4tTt'5^^ 1 2,0 0 0 g TrSt'L>#J8i U 

y y* -CJ: y*^> h Ufc. £T0>*S"&^»1*» MJ 

^<J>r-h (31) iCTHSSbfco 

(7)PC1 2fflJ&<Dttlfej$&. ££&tfDNA-£/&CD$l/£ 
h (Corning^) JitC^HlBa^ 1 O^fflBS/cm'OfiJ^-eSaU, 2 4 fclW 

UM£#lfcbfcm, McDicS:^-? b~tM h * - * - * E * > b 
PCi 2fflj&cD£#^£;fc#>&fc#>t^ *fflB&£ 6 Mc 5 x 

1 0*j(BlB/c m , C7)#J£T*Jt«U 24B#Rtg»Ufco igifet* 1 %CDFCS 
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DNA^CjDICIi, P C 1 2mm^^^-¥>X-Z2- h Lfe 2 4 *J 
x;i/^U- h (Costar%fc)_hC 1 0' mf&/V ^J\s<D®g.xmmb . SB, 
igife£FCSjggtf) 2. 5 U VMgifef::^* . 2 4^Silfe. J$ 

5 *H^&*inU 2 4B*|WJ&itUfc&» I /^Citf) ,,, I 

t?>(2200 Ci/mlVL New England Nucleartt) 1 2mffilZfc> 

feu*»-fbufc. #*M<i, PBsatf*?&i o%(w/v)TCA-e, -en-? 
*ii lugfcofc., jwiafe i m NaOHtcj: y^js-fbu, «c*y&*ftfeiMt 

^10 (8)IfiS7*/t^ 

AlfilT^t'fi/^fA (Pierce Chemical ft) &C J: y Lfc 0 
(9) ft Jf§ ^ a. - □ ><73 «0 ftigft 

1 8 BEGD^y M&HE5^e>«y ffib, 0. 2 5% h U^i/ytfe 
15 3 7 tJTT*8^IWK:tofc y W >*3./<- h Lfc 0 & Bfc* L t »b » ^ 

fShy^s/vsaaoFcsxtt^^jfiiw (hs) ^ffl^tpiiifc, «g&tt« 

U:n^U>^> (Sigmatt) T'f«)3-Mfc4 8f xj^b-h (Cos 
tertt) {CI O'iHjfe/ c m'0?ggt'lilfc o ^a-n>li, 5% FCS 
^20 S.#5% HSfc^ijD L fc.DME(Dulbecco' s Modified Eagle's) igife i;HamC7)F 
12i^flfe© (1:1) © 9 0%^/l 0 % C O , (DMUO) 

4 ix^-* - ( 3 7 °C) tf T»/$W$-t±fc. igftlWu Jf«fr<b 12-2 
4MtC > FCSXiiHSCttAT, 1 0% NU-ikit (Collaborative Resea 
rchtt) £$t?DME£/B^fc. 
25 UOElftjiiLlSlfe 

© ik % & w it -r * to tc * g m m iz m & * sp a -r ■& z t \z £ y « o fc „ 

30 ffil^fc- 
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mmm 1 

HKrttCfcfrtSHGF mRNAh c -me t mRN AU^M 

jvomit*. mm<DJ^f >7uv 'JH^fe. BP*>, £RNA 

«»8c»bfc«C» Biodyne-0 ? >f -K^Ofco ^V^U^fc* **** 
fttf*8s©*C»«©4ifey* ,, P-5'<MS*ife5'y hCDHGF c 
DN AXtt59 h c - me t cDNA^D-^&II^T/W^U^X 

3-*Z7i-hftKn^ft-f (GAPDH) ffl^VKI 

&HGF mRNASt/c-met mRN A©%^^b&^bt^S. 
HGF mRNAti> B&£fc»^ttHrtCfe^Ttt«&TteV* U*^^* 4 

c -me t mRNAil *3V*T»*l/, ffl*ftKlti*U 

<if*U* 5 B @{Ctf-^£itLfc. U*^U> c-met mRNAl^< 

tt, HGF#i&£ : &S5£)$&ft£fc^TmfcUT^£3 k £ 

GF mRNAi:c-met mRNAroi^W^WCfelj-SMfei^, 

HGF mRNA&tfc -me t m R N A (PEfejfc g b OH E & 

J&ft^ y h 0>Batf)#£B&^£tt£H G F mRNAitfc-met mR 
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V*tl?tl3 0 /u gStf5 0 (i g C^aj^-^m^^KU, Biodyn 

IK ' * P - Ufc^^V h©HGF cDNAJtf^^ hc-me t 

c DNA^n-^^ffl^TA^f/'J y^fXlfe. *<7)SS3I£|I1 2 tC^-f „ 
®(CfeV^T, TWOEHi. JMb:t^£ASfe6(Cj:yTSttfcUfcl8S;&tf2 
8S rRNA0A> KT-fc£„ 

±fEtf>H2fc)u hOBB0#gP&tC;i3tt&HGF m R N A&tf 

c-met mRNAOH&SI". HGF mRNAIt iif^KD^I^ 

T*3&3iLTV>fc. c-met m R N A £fcJH©« * fcfHHatCfc^TIS 
PC 1 2^j®CDj%:R&t/£#^CDJSlS 

® **0K1, HGFCDPC 1 2*fflfla<7)Ji5itCM-r-5)^#$:P^^fc«>(CP 
CI 2*Mft&5% FCS&£tf««l*T?, HGF^ftt^fc#6b& 
V*»£tC4H*-CJ»*Ofc. HP*>, PC12*BI&£, □7-^*>4a-M/ 
fc 6 hOxjI/Sfc y 1 O'iOfgt'Sflfc. SB, * 

J&&5% FCS Sr^tfUr UvM£Jfe«;U *Blft * H G F CDfffc l/fc^tt* 
■e (O) , lng/ml ©HGF^STt' (•) . 3 ng/ml (DHGF(7)#4 
TT* (A) » Xtil Ong/ml 0HGF0#ftTt 4 (A) » -^n^JldT^B 
»lil&ft£«l5£Ufc (*m&tf:frtfe<D«#JIR) . 

i3A{C^bfe«fc^t:, PCI 2ilSC^tl.HG F © if Jg 
igit(£>4 B Ifr "bigil^CD 1 0 BIBCi3feorS«!)?>il, HGF(t Ssfln 
glCfe#LT*fflB&gfc : &it J ? 3 U 1, 3, 1 Ong/ral (75HGF^m*DUfc^ 
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^ % znznammm*. HGF^fiTtc*^, lib. i.3fg&tf 

1 . 4fgfc4ofe. 

(2) P C 1 2m^OmMit, NGF&C J; U^ihf -SCDlCftU. EGFfCj: 
y«£*l&3k5raoT^6fc&(C > HGF> EGF, NGF&tfdft 
e,C9i^tfflPCl 2^Ba<D^Stc5:^^#$:tt:K0fe. PCI 2i|fflflS 
fct_tf5(D0>*n<^3il^ *ftH?t4TB0)»*"effl^fc : HGF 1 Ong/m 
1 ; EGF 1 Ong/ml ; NGF 2 Ong/ml„ «BJHl*t±JWia*^^ - h *^»* 
8 H BKLfcJfcUfc. %(Dm&*W 3 BC^t. #ffi«3tU$J£<7> 

03 BlC^UfeJ^tC PC12Mtf>«. 1 Ong/alHGF^M 
tCj:»J 1.4fgtCifi)n0fc<BK:#U 1 Ong/ml EGF^iiQlfe^^ 
iiin^Hx 2. 1 fg^fcofco 1 Ong/ml HGFhl Ong/ml EGFS«ft 

4{gfCig*tlUfco ^©.t^CHGF^EGFtt, P C 1 2 *Bfl&<7)if5i6 & 

ffiun»Ki«Jiufc. JifBicRu. pci imuommit. mzmibtix^ 

SJ^tC, 2 Ong/ml NGFCJ:oTttf i^SH-SI tttWofc. H 
tC> PCI WljHCNGF*iO*.fcWHCtt» HGFICtot 

@ HGFtfPCl 2iMB*Cm*TiMlft#8&te£i _ £fr5fr*W / ** 
fc«>tC, HGFO)DNA^A©^^ittUfe. EP*>, =i^->f>&:3 
- h bfc 2 4 ^x;i/^U- h_LKP C 1 2*fflB&£ 1 0 x;U(D^ 

«K:fBtt©#ftT?«IJ£l/fc. 1 tea**. &j3, 3 fUCO 

m 1 C^Ufe«i;e>C HGF&tf EGF<0]Mtt, PC12£fflB&tf)DN 
A£f££^«tC{£^S3£tt&^ofcCmC;ftC, NGFfiDNA^^ 
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1 





^'I-r^^'JU^SyMI (cpm/^glBg) 


0 n g/m 1 


1 n g/m 1 


5 n g/m 1 


lOn g/ml 


20n g/ml 




380±1.8 










HGF 




366±6.9 


367±4.3 


382±9.7 


352±2*1 


EGF 




395±10.1 


380±6.5 


387±10.5 


369±8.9 


NGF 




380±1.8 


277±3.1 


259±6.3 


218±10.0 


5%FCS 


492 ±7.1 











© ±!5©«fco{C, HGFli, PC 1 2fflll&©ttlfi#«&tei||U«:**ofc. 
CDT% HG F#P C 1 2mtk<D*S-ftZm&-?Z>fr : 8fr*tiiM-t&fclb, 1 

Fcszs&mm* t^iifcpc 1 2 j^jj&ca£#i::&-f shg f^ 
fcw*fc. BPtb, pci 2«3fla^ v 37-^f>fe3-hife6 

^x;i/"^l/- h \ZV^)\s^tc U 5 x 1 0 5 «fflBS^?ggT-JSaUfco SB, 
Jgifc£l% FCSZ'SmtZmfetemmz&z., lng/ml (•) , 3ng/ml 
(A) , 1 Ong/ml (A) 0^M«HGF^ft7X\ XliHGFffl# 

0 4 C^bfei^C, HGF(3D#ffil/&V^»'&» ££BB&tf)ft)4 0 % {4 4 

fc e PC 1 2*BB&$U4, HG FW#fiTT">&< k*> 1 3 0fl)^Wf 
*U £<B&#T-et4 1 ng/ml H G F © P C 1 2 7NBB&tf)£#;fgf?HC 

© PC 1 2i^MC^t5HGF, E G FJtfNG F<DBW*m'< 
fco BP*., P C 1 2mmt 1 2 % FCS£-^3rf S*gi&tp, HGF0#ftl 
&V^!!8T (A) , 1 Ong/mlCDH G F(7)#^T (B) „ 1 Ong/mlCDEG 
FCD#3tT (C) , 2 Ong/mlCDN G F (D#ftT (D) , 1 0 ng/ml <Z) H G 
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F+ 1 0ng/ml<7)E G FC7)#£T (E) , RXf 1 0 ng/ml® H G F + 2 Ong 
/jnltf)NGF0#£T (F) T'm&Lfc. Mtt JifeO&frT-e 7 0 ffl (C 

5 0 5{c^ufe«te)ic, pc 1 2«ua<7)^i»ttn^-e&ofc*^ ngfs 

(|2 5A&tfD) . LfrU H G F £>gsM(C l*BWi¥ 

tti&&<ttt.Mz*>'f* hgfk: j: vmmLfcmm*. mm^n^m^tit 

HIB'J-e^^^ofc (05B) . EGFti, HGFiEGFtCDfi^t 
B^-fi, P C 1 2jWJft(0M&R*f Sfc©fcttJB*>ft&^. HGFtN 

GF^m^tc^ip-r^i:, pci 2Mmzmmi¥MizmB-z$titz 0 tot, 

NGFta y h u tf-Sftfe^rtcD^^i/tf, hgfi: j; y s y 

15 (D p c 1 2 mv&&xf &tt&n c Fgsg###r ofc. 

BP*k NGFffl#4TX«#ST(:g«bfcPC 1 2^(7)'" I - 
HGF<Dmm&&&3m&*mfel;fc B '"I-HGFCPCI 2MM^V>& 

PUH*. A«\ NGF &#^T* (•) „ 3Ui 5 Ong/ml 0NGF 

2o ©#4TT' (O) T^StfePC 1 2J»JBHC»f*. I -HGFCO^M . 

tttg-&0)i&Rlftft£3«L, tfcBtt, '"I-HGFWPCl 2 $Jjfe/\<J[)g± 

^•COScatchard -?n y h ^r^f . 

116 AiC^Lfccfc-MC, "M-HGFit NGFO^ftl^otiT' 

ta*Lfc*#fl:tf)P C 1 2fflU&(C«ftJ|fi«iK:$g£Lfc„ Sg^tC^-TSScatch 
25 ard^«ftcj: Jg&KHRttlCigje-f £PC 1 2 mmt 4 0 pMOKdfi & W 

*>* ttflSSfcy 1 8 5ffiffi0£^ffift*»3B-r*;Lfc*t;b*Pofc (16 B) 

o PCI 2,MB&£, 5 Ong/ml NGFC^STf 7 H^ftL, W;MJ& 

©*3^S!tC^bS-B:fcl^tt, I - HGF0#l^^^f L<«'>1 
(HI 6 A) „ Scatchard ##HC «t y , ^tnb£7) PCI 2 JfflfiStt 2 7 pM(7) 
30 Kdffifc#*,, ^fflia^fct; i 5lBf©|g^»fi6jf-3lfc#S?)fri:iofc 



WO 95/07709 PCT/JP94/01533 

1 9 



(06 B) . I<5«tot:, PC 1 2«BfiS0)^^CDi^{C > HGF^MSfc 

y<D&&mmti ssgiffia^i 5®ici'>ufe. 

wmw&mmmT 9 8 g, t h*m^*Bii&jSGOTo;K.tf scch- 2 6 

&tf6 0 M^fc U, KdMIS 30-4 OpMOKC&ofc. 



^2 



IS IS 


m # 


kd 


B max 






(PH) 




T9 8G 




3 1 


54 0 


PCI 2 




4 0 


1 8 5 


GOTO 




3 0 


12 0 


SCCH-26 




2 0 


6 0 



nmw 4 

hgf^pci 2mmztt?z>±&mTt ut®< ifc*5WBLfe&«> 

Ill 7 C^UfectofC, ^JBtt^iWll&fcHG F&OT*6-H|HJJg*Lfcfc£ 
S^SFH^fc ITf^ffltSI £ #B«>*k4ofc. 

HI£#J 5 

^^jfam^P^tC fett-SHG F mRNASt/c-met mRNAg)M 
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5 ^j£(D^ClEife0*^t?tf JfraSE£|fBSLTfr'D. 4 V 8, 12&7J2 
4 ftMt^^RNA&fc&tfjfeWjKfrfcfflffiU *m2fctf #afc<0Jg£ IB ft 
O^fe-^y if y?Uv h HGF mRNA^tf c - me t mRNAU 

tf Alfc&tC «fc y pim^bUfel8SS.7j28S rRNA<Z)A> K&St. 

tf>flim##^£*lTfr»b 1 2B#fig&tCHGF mRNA©»i*5ttiU, 
2 4 BSWftCMFtC&ofc. AJHJCfc^TttHGF mRNAIi, Msg 

15 £fc> c-met mRNAte, HGF m R N A CD |§ £ |§| # £> B# fi3 ft) 

»«-eMlC353B§H!E3ftfc. *»tfc^Tti, c-met mRNAIi 

i 2mmmzm*tfte& y, diJbM^e> 2 4 u# radical it & 

tg^cSr^Lfco 2feJHtCfev>Ttt, c-met m R N A C£&9fr& 1 2 B# 
raaciigisistsft, 2 4 P#ri9&lCigO<it*Lfc„ 

20 — mWa r3fe«J6«Sl/fc»«JK:fe^rti, HGFhc-met m ^ 

RNA s 0®f6ti«^UA^»«>?>n&A»ofc. 

5881 W 1 

£.m-k&7k lOOmlffCHGFlmg, V>n h -;u 1 g&tfjtfy V 
25 M- h 8 0 1 OmgltOMIil^CllU, lmlfo;U7 



30 



93$Jftl 2 

o . o 2mu ymmmm ( o . 1 5 m n a c 1 rvo. 0 1 %jj?u v 

M-h8 0^, pH7. 4) 1 OOmltfiCHGF 1 mgfcthii 
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y;u^$ y i o o m g **£&7k®mzmmmzmmL . i m i 7 

a»SlS*l OOml^CHGFlmg, VMfh--H/2g, ^ »J ^> 
>2 gRTftfO V;i//<- h 8 0 1 Omg &-&t?*ttfcfc«WtC9l«U 
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IS £ 0 $a ffl 

2. HGFtfmfc?m.&7Liz£ vmmLfc*>(DT»&z>m&<Dmmn i « 

mfaxizm®m$i&<ntetifrT?&%m&(D&wm 2 mmmomnmmmftm 
m. 

f2$fetf)HGF4)&Jl. 

10. nmm&m&. m**. m&m. m^mx 

12. Gi&mcDHGF z>ztftt>&& \l hxwmmvoo)mw& 

13. t b x &m%m® wmn&m fan & & {&mm* mm? z>t~ & <dhg 
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m 1 



HGE 



6kb 



9kb 



• mi gg| mk mt mm 
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tm 2 



$jjg$ 



(HGF mRNA) 




16 



-«•— 9kb 

{o-tmt mRNA) 
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mi 4 



7p 1 1 r 
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